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Mouse cytokine antibody array panel we measured the levels of Vegf mRNA (f), sphingosine and S1P (g) in PNs (control, n = 6; and VEGF siRNA, n =8). a-e, one-way ANOVA, Tukey's post hoc test. f and g, Student's t test. *P < 0.05, **P < 0.01, ***P < 0.005. All error bars indicate s.e.m. Values represent normalized S1P fluorescence intensities in PCL (n = 7 brains and n = 15 sections in each group). (e) Cerebellar sections were stained with filipin (scale bar, 50 μm). Quantification of filipin fluorescence intensities normalized to WT mice (n = 5 brains and n = 5 sections in each group). Unesterified cholesterol levels were measured in cerebellums from 6-week-old NP-C and VEGF/NP-C mice (n = 7 per group). (f) GSL patterns in cerebellum of 6-week-old WT, VEGF, NP-C and VEGF/NP-C mice (n = 3 per group). Abnormally high levels of GM2 and GM3 were observed in brains of NP-C mice, compared to brains of WT mice. Although the ratios differed slightly, the GSL pattern of VEGF/NP-C mice resembled that of NP-C mice.
(g) The cytosolic-enriched and lysosome-enriched fractions were isolated from cerebellum. The levels of SphK activity, sphingosine and S1P in these isolated fractions were determined (n = 8 per group). (h) VEGF/NP-C mice were treated daily with the PTK787 at 100 mg/kg or PBS vehicle control for 3 days before sacrifice (6-week-old), and sphingosine and S1P were measured (n = 8 per group). b-d, e (left), g and h, one-way ANOVA, Tukey's post hoc test. e (right), Student's t test. *P < 0.05, **P < 0.01, ***P < 0.005. All error bars indicate s.e.m. Reverse-transcription PCR showed reactivation of endogenous (endo) pluripotency genes and silencing of exogenous (exo) pluripotency genes in hNPC-3 line. Quantitative real-time PCR assays for DPPA4, ZFP42, NANOG and DNMT3B indicates increased expression in hNPC-3 iPSCs relative to parent cell line (hNPC fibroblast, n = 6; and hNPC-3 iPSCs, n = 8). (d) Representative series of hematoxylin-eosin stained sections from a formalin fixed teratoma produced from hNPC-3 cells (Magnification, X20). They formed mature, cystic teratomas with tissues representing all three embryonic germ layers including: respiratory epithelium (endoderm), bone and cartilage (mesoderm), and pigmented retinal epithelium (ectoderm). (e) SphK, sphingosine and S1P were estimated in normal and NP-C iPSC lines (n = 7 per group). e, one-way ANOVA, Tukey's post hoc test. *P < 0.05, **P < 0.01, ***P < 0.005. All error bars indicate s.e.m. 
